The PDF file includes: . Notch4* repression occurs within 24 h rs of doxycycline treatment Frozen sagittal brain sections with fluorescent immunostaining for Notch4 intracellular domain, with labeling of perfused vessels by tomato lectin staining, and nuclear labeling by DAPI. Images show overlap of Notch4 stain with DAPI in cells lining lectin-perfused vessels. Isolation and amplification of the Notch4 staining shows light Notch4 signal in the control vessel nuclei, strong expression in the vessels of mutants before Notch4* suppression (0hrs Notch4*-Off), and light expression after 24hrs doxycycline treatment (24hrs Notch4*-Off). Graph shows quantification of fluorescent intensity in endothelial cell nuclei of brain vasculature in Notch4* mutants before and after Dox treatment, and their littermate controls. Error bars represent s.d. between individual animals (n=6 at 0hrs Notch4*-Off, n=6 at 24hrs Notch4*-Off, and n=6 controls). In each animal, three nuclei in each of three vessels were quantified to yield an average intensity. *P!"#"""$#% % . AV shunts regress to capillary diameter vessels in mice with and without cranial window (A) Two-photon timelapse imaging of cortical brain vessels through cranial window in Notch4* mutant mouse. Plasma labeling was provided by intravenous FITC-dextran. Large AV shunt regressed to capillary diameter within 9 days of Notch4* repression. (B) Ex vivo imaging of whole mount cortex from mice perfused with FITC-lectin. Prior to Notch4* repression, large AV shunts were observed between artery and vein. In a similarly affected littermate mutant, following 28 days of Notch4* repression, AV connections were reduced to the diameter of capillaries in littermate control mice. n=3 mutants before Notch4*-Off , n=5 littermate mutants after Notch4*-Off, n=5 controls. Scale bars = 100µm to ou Figure S9 . Narrowing of ephrin-B2-GFP + AV shunt occurs specifically after Notch4* repression (A-C) Two-photon time-lapse imaging through a cranial window following repression of Notch4* in Tie2-tTA; TRE-Notch4*; ephrinB2 +/H2B-eGFP mutant with labeling of plasma by Texas-Red dextran. An AV shunt showed little change in diameter or centerline velocity (bottom left corner) after 24hrs without repression of Notch4* (B). Within 24hrs of Notch4* repression (C), the AV shunt was greatly reduced in diameter, with a reduction in blood velocity. Note that the same number of cells were present, but grouped closer. Scale bars = 100µm. 
